Since the discovery ofcarbomycin^in 1952 more than seventy 16-membered macrolide antibiotics have been isolated and characterized2*. The macrolides consist of an aglycon skeleton to whichbasic aminoor neutral sugars are attached. Three different carbon skeletons, which showcharacteristic ultraviolet absorption spectra have been characterized. They are represented by leucomycin, antibiotic, 250-144C (2). The new antibiotic showed an ultraviolet spectrum which was different from those reported previously for 16 membered macrolide antibiotics. In this paper, we wish to report its structure. The producing organism was cultured in a tryptic soy broth (tryptone 17g, soytone 3 g, glucose 5g, NaCl 2.5g, K2HPO4 2.5g, distilled water 1 liter, 500ml) at 28°C on a rotatory shaker (180rpm) for 2 days, inoculated into a production medium (oat meal 2%, glucose 2%, NaCl 0.4%, yeast extract 0.4%, CaCO3 0.3%, MnCl2-4H2O 0.04%, FeSO4 -7H2O 0.04% in distilled water, 12 liters), and cultured for 3 days at 28°C with an air flow of 12 liters per minute and an agitation rate of 200rpm. The culture broth was extracted with ethyl acetate. Tables 2 and 3 . Chemical ionization mass spectrum of compound 250-144C showed product ions at m/z 175 and 145 which is consistent with the molecular ions of mycinose and chalcose, respectively through cleavage at the j?-glycoside bonds. The coupling constant-values, 7.7Hz for both Jva> and Jyt2" of anomeric protons suggested existence ofD-forms for the chalcose (D) and the mycinose (E) in Antibiotic 250-144C (Fig. 2) . Most of the 13C NMRsignals of the aglycone part of 250-144C were observed at very similar places as those of chalcomycin and antibiotic C35H56O13. Their data are compared in Table 4 . Analysis of the 1H-1H 2D COSY spectrum of 1 revealed five structure units as shown in Fig. 2 . Compound 250-144C was confirmed to have the same carbon skeleton as chalcomycin. The is not conjugated with the ketone group since no absorption maximumis observed at 240nm in the UV (HMQC) experiments. The assignment is compared with that of chalcomycin and Antibiotic C35H56O13 in Table  4 . The carbon atom at C-8 in 1 which carried no oxygen MICswere determined by the agar dilution method using Mueller-Hinton agar (Difco).
mycin is an oxygenated atom giving a signal at 78.4 ppm. The DEPTspectra revealed five methylene carbons. Two of them at 38.5 and 26.1 ppm were assigned to C-10 and C-l l, respectively. The proton at C-15 showed signal at 5.08ppm as a double quartet (/=6.5, and 8.5Hz). The heteronuclear multiple-bond correlation (HMBC) spectrum revealed 1H-13C long-range couplings of 8-CH3 with C-7, C-8, and C-9, 6-CH3 with C-5, C-6, and C-7 (Fig. 3) . These couplings further confirmed the partial structures A, B, C ofFig. 2 and the final structure 1. The positions where sugars were linked were established from the observation of long-range couplings between 5-H and C-r and between 1"-H and C-14-CH2. Thus, attachment of chalcose and mycinose at C-5 and C-14 positions, respectively, in the aglycone was evident. The structure of 250-144C as depicted 1 was supported further by CI-MS analysis as shown in Fig. 4 . The fragment ions at mjz 495, 525, and 335 were originated from the loss of sugar units from the molecule7). The assignment for XHand 13C NMRsignals for protons and carbons was carried out from these 2-D NMRstudies and the results JAN. 1997 are summarized in Table 5 . These results confirmed that Antibiotic 250-144C is a newchalcomycintype macrolide antibiotic whichis a 16-membered lactone with a new chromophore. It had an unconjugated double bond at C-13 with the ketone group. The compound showed weak antibacterial activities (Table 6 ).
